: Far-UV CD spectra for all calmodulin variants saturated with Ca 2+ ions, including the native-sequence wild-type protein ("WT"). See exact buffer conditions in the experimental methods section.
Concentrations for calculating molar residual ellipticity were determined by UV spectroscopy with an error of approximately 30%, so the intensity differences in this plot are not significant within the measurement error. All spectral shapes are very similar within the concentrationbased scaling factor, indicating no substantial changes in overall secondary structure content.
The empirical ratio θ222/θ208 supports this conclusion of only small variations.
CaM variant θ222/θ208
CaM variant θ222/ θ208 Table S1 : helical ellipticity ratios (222/208 nm) for all spectra in Figure S1 . Concentrations for calculating molar residual ellipticity were again determined by UV spectroscopy with an error of approximately 30%. All spectral shapes are essentially identical within the concentration-based scaling factor, indicating no substantial changes in overall secondary structure content. The empirical ratio θ222/θ208 supports this conclusion of only small variations: a few variants have θ222/θ208 ratios above that of the wild type, which suggests that they might actually be more helical (perhaps due to greater collapse) than the native-sequence protein under apo conditions. Whether the ensemble is substantially perturbed is perhaps best evaluated using other methods. Table S2 : helical ellipticity ratios (222/208 nm) for all spectra in Figure S1 .
S4
Isothermal titration calorimetry 25 titrations of 2 L were delivered in each ITC experiment. The first injection was generally ignored in fitting due to partial mixing of the syringe solution before injection during thermal equilibration of the instrument. All data were simulated using the "independent" two-species, one-process binding model using TA Instruments NanoAnalyze software, solution concentrations independently determined by UV spectroscopy before each measurement. Figure S3a : ITC data (bottom) and fitted titration integrals (top) for the M13 peptide titrated into native-sequence, wild-type calmodulin.
S5
Figure S3b: ITC data (bottom) and fitted titration integrals (top) for the M13 peptide titrated into S17C* probe-labeled calmodulin.
S6
Figure S3c: ITC data (bottom) and fitted titration integrals (top) for the M13 peptide titrated into V35C* probe-labeled calmodulin.
S7
Figure S3d: ITC data (bottom) and fitted titration integrals (top) for the M13 peptide titrated into M72C* probe-labeled calmodulin.
S8
Figure S3e: ITC data (bottom) and fitted titration integrals (top) for the M13 peptide titrated into I100C* probe-labeled calmodulin.
S9
Figure S3f: ITC data (bottom) and fitted titration integrals (top) for the M13 peptide titrated into L105C* probe-labeled calmodulin.
S10
Figure S3g: ITC data (bottom) and fitted titration integrals (top) for the M13 peptide titrated into M109C* probe-labeled calmodulin.
S11
Figure S3h: ITC data (bottom) and fitted titration integrals (top) for the M13 peptide titrated into M145C* probe-labeled calmodulin. Table S1 . CN stretching lineshape parameters determined from the IR absorption data in Figure  1 . "FWHM" is the full width at half maximum of each band, and "" is the calculated standard deviation.
